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imm 1 1 

mimjk n^jSLm wasa^v^iiK-eo^^^s^ft^ot, 

Sr^J£»)tJfi5!l<7) ^ ^ n v - A H^ff^T "Cff 5 -1 £ Z'&Wt £ 1 %> 
[MM 2 ] 

mRNAM (/ig/ml) fc«fJ£tt*ft3fc© S * ny- AWoiftflf (A 2 6 0) t <?> 
[MM 3] 

s«Jt5&*i : o. 3-2. 3-c*^,. mm 2 Kiamo^&o 
imm4] 

»J£»I«JS*05 ^nv-A||#aAa«5^e»fflttJSa^:4 0-T?**, MMl ~3 69 
[MM 5 ] 

ffi&&tt#*4 3j&aft-e*>s, MM4fce«o2ffe, 

[MM 6] 

* >f 3fcli*«J»l»#T* « , MM 5 KiS3£<D^&o 

[mm 7 ] 

3 ^v^-rti^ i ^tciamo^^o 

[MM 8 ] 

Mi&l&mfflM&T richoplusia ni MM*** Spodopte 
ra frugiperd a#p^ailj&ft*0^#jfflj|&"e**, MM 7 H|B«O^rft 0 
[MM 9 ] 

m i ~ 3 ov>rtL3&» i ^Kiem^&o 

[MM i o ] 

m&mm&^<Dfy&m&%&mkfrhm\&zKtz$>(Dx*$>z>, mm 9 &c=emo#& 0 
[MM 1 1 1 

&&tm#1i<{ 3|»t*^ MM 1 0 i:g«c^„ 
[MM 1 2 ] 

* j * x&j$L<D&mffi&m*'j?% < t <>^-r*. mm 1 1 kib«©:#& 

°[MM1 3] 
[MM l 4 ] 

«A^tIII* J T richoplusia ni 0PfflU&£$& & v>ti S p o d o p t e 
ra frugiperd agpm«S*0^««-eab^»> MM 1 3 fcgHfttf^feo 
[MM 1 5 ] 

M 1 - 3 <0V>1* *u>> i stcfsm^^^o 
(MM 1 6 ] 

MMl ~3<Pv»-r*Ltf»iafrciBit02f&o 
[MMl 7] 

MMl ~3 0^-rtL^i^^|B®(^^& 0 
[MM l 8 ] 

^i~3 ©v»r*L* i mzmm<z>*m 0 
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[»*« 1 9 ] 

>^S^j5UlJftffi»\ iffiMHlife^^tt^^t*^. If«i 

1 ~ 3 (D^-fM- 1 JI^lBmo^?*o 
[If ^JI 2 0 ] 

mm * > '< 9 M&&m mmWL*m^2>f&mm&-c?>?>^? R-frjft k # r , siir 

Frfr sr\ Mr — fc- «V4- 

[1**31 2 1 ] 

mRNAlS (^g/ml) fc«fJS.a&«J*3feO 5 9 u y- A^gS (A 2 6 0) t<0 
ib&U : 0 . 1-5 tHMRJBU&frfH »*« 2 0 ffift^fto 
[If *K 2 2 ] 

mmfttfl : 0. 3-2. 3"C*4, »*^2 1 tem^^o 
[If 2 3 ] 

2 ov»i*tt*» 1 ^tctamo^rfeo 

[ft *S 2 4 ] 

im>m 2 5 ] 

[»*a 2 6] 

-22 0)\/*"ftifr 1 SfclBtt^fto 
[«#« 2 7 ] 

SAJg**Blfej&»T richoplusia n i IP»S**^ v>ii S podopte 
ra frugiperd aflllft*^«»*^ 1***2 6 fcfHft^So 

[w*a 2 8 1 

** 2 0- 2 2 £>v*1**lj&» 1 a»:|B«<0^ffio 
[IS** 2 9 ] 

°mimz o] 

[W*« 3 1 ] 
[IS** 3 2 ] 
[fit** 3 3 ] 

B*^*«^T richoplusia ni 0F,«fi^£>&V>fi S podopte 
ra frugiperd a^m«**^^««X'*^. 11*3 3 2 tfB«0*ffi 0 

[w** 3 4 ] 

[»** 3 5 ] 

»**2 o~2 2 wv^-r tL^iat-iamo^o 

[«**3 6] 
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»*3I2 0- 2 2^>v«i*tL^l9(tzG4t0^r& e 
[»*«3 7] 

^20-22 ©v^-fti* i ^ciamo^feo 

3 8 ] 

[M#«3 9] 

If 3jfc®2 0- 2 2OV»"TtL*»lS[H|Btt<0*tto 
[»#3U 0] 

[»#3C 4 1 ] 
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[ft#^] 
[0 0 0 1 ] 

[0 0 0 2] 

$imwfc%mt%2>& >;*?n*&j&i-z>z ti±mn±mm-?$>*), m^Ktz^y^^n 
y m km % mwv & * m m t tz ax m & * > / < * ^ #i t l £ -c & & 

[0 0 0 3] 

K ^iio'j # v - a ±t^ir^^^ l tz'&, « < arc* * £ v> i± ah 

[0 0 0 4] 

-^K^ciiM^ >/^iMftt lti±»im, *itmwmitim, v^^m 

*ys*?M&$u&t Ltii, *^*M^Mmmmz±BM<?uv-Am*muLtz 

m« (cho,«) ^^^B&fltia^ n^i/^ii^ mm®^^^tL-rtLgij^^pi^ 
u v^^mviftMtmffimzmm-rzjh&ffi&zixtz (m^^w^cmimM) <> 

m^m^^fitz (^Jx.{f#^»2#BS) #s mRNA© 5 ' -UTR (^IBIRIcTiJ) i: 
[0 0 0 5] 

^mm^m^mitix^fzo 

[0 0 0 6] 

1] #18 2002-238595 ^« 
M3fH\S:IR2] #H 2000-32507 6-^<&*fc 

e-. trn-^, ->*-. (Wa 1 ter, P. 
and Blobel, G. ) , MvyX J^yy t 4 'J- (Me t h o d 
Enzymology)J, (#S) , 1 9 8 3^, i9 6t, p. 84-93 
[#4Mfcfcit2] /l/-f K, .x.*. yx^f. £> (Bulleid, N. J. et a 
1.), rif 'M*^ ^-t* (The Biochemical j 

o u r n a 1 ) J , (*@) , 1 9 9 0^, «2 6 8t, p. 777-781 
m&W?XM3) ^7f^, v-. <b(Paradis,G. et a 1 . ) , T 
Y U- TVK -feJV A^ny- (Biochemistry a 

tiiiE# 2004-3122028 



#M 2 0 0 3-3 8 4 3 8 7 : 2/ 

nd cell biology) J, (fc^ffl) , 1 9 8 7^, i6 5t, p. 
9 2 1-924 

izkmmvk tints ma] 

[0 0 0 7] 

7T»»/|w/jiiy|% y ' • ✓ M Q ZiAil"--)-"/ ^jy| /VO 'eS WXJ IV V t^* T*- =1 HOT IV V 15*. PSf /W/'L*' c '| g 

[ml *»«fc-r * *e> o^si 

[0 0 0 8] 

(1) mmm?h? m^zmmmft-en* * 

(2) mRNAM (/i g/m l) fcgffj£*6*£*0 5 * n y- AJ£<0«l£ (A 2 6 0) 
hcoJt^l : 0. 1 ~ 5 -CiSiR&JS Srfi 1 o ±|B (1) KIBfcO^&o 

(3) mmittf 1 : 0. 3~2. 3 ±|B (2) KE*O#ft 0 

(4) fflJ£ttWi*<05^ny-AJit^ffiAja«3&»e)aiB$*Lfe«>Ot?**. ±IB (1) 
~ (3) OV^-ftL^l'lBm^^feo 

(5) ±IB (4) tifB*c<^& 0 

( 6 ) # >r a ajii**iisj»flfe* * . ±ib ( 5 ) izmmojf&o 

(7) SfJSJ&te3fe?)S ^ny-Am^A^fflJ3&^'b«im$tL^^OT-*S, ±|B ( 

i) ~ (3) (D^-rtifrizmmvjj&o 

( 8 ) SL&t&&$&1&&T richoplusia ni WBB&&$>2> V»tt S p o d o p 
tera frugiperda 0P*jfflfl&S*©^*fflfl&-C*S, -LIB (7) fcKtt*> 

, ±13 (1) ~ (3) (D^-rtLfrKtBMn-ft&o 

do) flffje.ttwfi*oaim4&^ftM«^?>ttitB$tifc4©-eab4, ±e o> keir 

[0 0 0 9] 

(id _l!b do) tzmmoumo 

(12) 3fii^5i^f 3MMiM^^< t fc-^-fS, ±IB (1 1) KIB 

(13) »jEtt»a*o»ffi^#s***jffli&^^aai$tLfeto-rab4, ±e o) k 

(14) aAJ&#jffll!&**T richoplusia n i 0P$l|ji&&&£>& v*{± S podo 
ptera frugiperd a0P**Bfl&fi*^fHfflfl&-C&^ ±E (13) &~f3« 

±IB (1) ~ (3) ©^r*t;&»H|BtRO*fto 
<>01?*S, ±E (1) ~ (3) ©V*-f*L*fcRtW>2r*feo 

(i 7) Mjj^^y/N^H^fflfflffif^^ vv*ffl&msh : mm%:<Dmmmz'5m-?z> 

i>(DX-$>%^ ±|3 (1) ~ (3) ©V»t"*l*K:E«W>2rtt. 
, ±IB (1) ~ (3) <0V»r*L*fcE*W>:&8;o 
±13 (1) ~ (3) OV>f*L*K|E*©*ft. 

miE#2 004-3122028 
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(2 o) mmm&* m^&mmm&^v fc&\,*T 

10 0 1 0] 

(2 1) mRNAi^JS (// g/m 1) t$&&.W)M&5fc<D < ? U V -^M^JiJK (A 2 6 0 

) fcoit^i : 0. l ~5X~fflm%.fc*?r7±.m (20) fBm<^^o 

V u w/ !^S>\.£u7? jl . w . ^ v %xj 'a/ n _1- pu \ X / pbW v ^>'J (AO 

(23) mjmw&&<v$?*v-&mtf&&®.m*bMm2iitzi><Dx-$>2>, ±ib (2 

0) ~ (2 2) <D\,*-ftlfrl<ZUm.<Vl3&o 

(2 4) m&j&m** 4 =3«Tr&£, ±|B (2 3) KffifcO^fto 
(2 5) nM«J3*#^ab^., ±13 (2 4) KiBm^&o 

(2 6) gffj£tt»fi3fe<&$ i>n v-Afli^^^jjg^^^ai^ti^^^-e*)^. ±ib 

(2 0) ~ (2 2) CDV>-f ft^KfBm^&o 

(2 7) S&*&*3fflJ3&rt*T richoplusia ni 0F;ifflfl&fi5fc&& Wi S p o d o 
ptera frugiperd a#mmfi*^*«-e&&, ±|B (2 6) KfB« 

±IB (2 0) - (2 2) m^tLT^l^fSfc^&o 

(29) B&m^^^mmm^^m.m-hmtii^fLtz^ox'^^, ±ib (2 8) ma 

(3 0) MW^^Hf^S, _tfB (2 9) ^|B«C0^o 
[0 0 1 1 1 

(3 1) iJ-i =im.m^4 ^$«iM^^^< t «>^£1-£> ±IB (3 0) Kffi 

(3 2) t5J£K(%fi*0»m%^m^««^^fflai^tL^:t^T'^^, ±|S (2 8) 

(3 3) S^#»^T richoplusia n i 0fl*ffl]J&S*ab& W4 S p o d o 
ptera frugiperd alP*«fi*0^#,«T^^, ±IB (3 2) KfBfc 

(34) w^K^j&JE»mi£^ /jNXE^Sfcoffim* 

a, ±ib (20) ~ (22) ov»i*tL*^cia*o^tto 

(3 5) iiM^V/^g^fflilB^ miL«l4fci&«jfflfl&**Wtta!|fc«:^«-t-S 
i><7)X-&2>, ±|B (2 0) ~ (2 2) OV>1**LjHc|Btttf>;£fto 

(3 6) ">-9-^«B^JflU3ia*«)«iffii»*^"r* 
±IB (2 0) ~ (2 2) <D^-f*lfr\ZffM<Dj3&o 

. ±IB (2 0) ~ (2 2) <D\t*i?tlfrKftM<0-fim o 

(3 8) mmm&* wtttiumttmHM's ^w«timt4^t^^, 

±|B (2 0) ~ (2 2) cov>-f tL^H|B«c0^feo 

1SJI&t-2>£. ±|B (2 0) ~ (2 2) m*r*L*»fc:3Bffc<z>:fr&o 
(4 0) ±IB (1) ~ (3) Ov^Wi:|Blo^>;^g^fti:J:o-C#?)W;, 

[0 0 12] 

(4 1) ±ib (i) ~ (3) c7) v^-r^t'iam^ * s^^k x^xn^tifz, 

[0 0 13] 

l±iSE#2 004-3122028 
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[0 0 14] 
[0 0 15] 

Air «TTt 0/rt ~Z7 M ^ , »vO J, vV.r-fe--f-.Vl- I J- SfcH SD » 43?- U 1 <mH J-*n>_ /. ^ ^ ~£r X /+- 

[0 0 16] 

»f**TiiRTS100 E. c o 1 i HY Kit (D'>a-N7^nT^ 
y *Xtt$D fc^*W:ffc*U *^¥*MK*JliL3*fi*"?ttR abb i t Reticul 
ocyte Lysate System, Nuclease Treated (^n^ 
m±Wk) *£\ 3A^Kfft*l?llPR0TEI0S set (jfci£tti»H±») ft if* 1 * 
If <b*L&o S fcfcBW&SfeOttlttiifttt, G a s i o r b<D^m (G a s i o r , E. "b, 
J. Biol. Chem. , 2 5 4, 3965-3969, 1979) &&W±Hu s s 
a i n h (D^m (H u s s a i n , I. h , Gene, 46, 13-23, 1986) C 

& & (Ml 2003-001317) o 
[0 0 17] 

* § <£f *VCW& ^T**ctt <fcV^ 0 
[0 0 18] 

m&Mmi tit, tii^-rTeifeot, £*P», SMMSfc^rtaiHOtt 

wimrnt lt(±, titx.it. mms (tafg) , a:Mg, syaa. in, ws, 

[0 0 19] 

o 

[0 0 2 0] 

tiJiE# 2004-3122028 



#02 0 0 3 -3 8 4 3 8 7 ^-v I 5/ 

(IS) ^T^cS^#.i5iIi-o HA ^(D'^iz^x, »?<ft LT*f> 1 
lflH$8> 1 ESOJl&fe^ib 2HIgOM&tT^ 2tfrJ$iv>v^ MHZ, 4@MtT5W 

- - — . . -. - — ' - • — ' ••■*'!* — - ■» nn /i/r/M <-<• > | o 7 O *HJ MM I Li 1 V. H*j 

[0 0 2 1 ] 

©«cic^iti.f-oiii (tittup 3mm, 4mm, 5 0o#*^3M^i3its 

i>£^ 0 -b&UJ 3 JUKI*. A'fatiW {1ztjL\X. imm&U&W) -e 
[0 0 2 2] 

££-C\ a» r*§*l!SU ill, 3jaA0WfltfflH;^v>T, i»<5T#ftJI 

ZtzU 4 [mWife] hit, U 4 3#j3ucisv*-C. ftfiOSiti^K^L, 

[0 0 2 3] 

[0 0 2 4] 

l, mz 5ffim<D*4 ^^mz^xitmm^imm- 5mm<di j&&ltv>* 

4L<t±5«$M^3B~7B^*>f aflrAOftffM^JR) * fe<3 J* til & fc. ^ 

[0 0 2 5] 

ttz, ±7&Lt:£ j ) izmmfo&*>'*?n&j&mKfcmztt2ixzmmM<to&%t<Dito 

ttiiE# 2004-3122028 
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« < , ttzmskmt&-i&l~ri%m-t>mmx$>2>, Trichoplusia ni <D$m 
B&ftJfeOifflll&H igh Five (Invitroge ntt»D ^Spodoptera 
f r u g i p e r d alPl«S*«»S f 21 (Invitroge nthfi) 

[0 0 2 6] 
[0 0 2 7] 

*>j*;v*~;V7;v*V K (&T> TPMSFJ fcv^-fc^&^o ) > T^of-'A 
n^f^f-^ ^^^f >A, E-64 (L-trans - :r. *° ^ v * ^ 
->^;vn^f v;UT^ K- 4 - try — V J ~79 >) ^ xf l/>y75>ffli^ 5 

£ tifi^z. tfrb, ±|B*-Cfc-b'; >ynf7— I? K^LT^ttOiftW > t 
t^-i:U#<PMSFmt^«lt^o it> l«3gtf>7 p n-rT--*f'f >fc 

[0 0 2 8] 

5 0mM^lTSii4ii#jifiL<, 0. 0 lmM~5mM#;t£*L&£fc75*«fc L 
v^o 7uTy-^4 fJLMJmxlb&t, ^Df7- lf05W£Ml!££?53*#|l 

£*£fc^t?£*V»«|R]fc*3rt:*-?*»K 4 tz-fUT-y-Vj y\L If *-rt s 5 0mM£ 

list, * * k^j*rje& * aiift c 

[0 0 2 9] 

t tz^^mizm^^mmmt, im^^t y-m>\z tr*-K:2rax.t\ #>;?a:& 

[0 0 3 0] 

±IB#V ^Att LTf±. /ctxIfil^'JfA, Jfc»*y*A, ^m***'; *a. 

ffilE#2 004-3122028 
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fcfcx.lfftS*'J9Aftifli©* , J')Agl?*4*^, 10mM~5 0 0mM#f 
$*L4ifc#»* t<, 5 0mM~3 0 0mMtt?Wii:^J:i5ffllK * V * A 

10 0 3 1] 

_hf?-^ *. -> a 4g > fC {± , £: > ,t {fK=3fc^ ^ * A > fSBS"?' * A , ¥LVcr? 
Hlv^*i/^A % ffij^^v^A, i/i^^-v^^v^ A&i:*— JRWft^JR-ettffl-J"* 

3 BJ ffi fft I 3 is a v y * v * A &o ^ ft K # K ffl IS tt v» filff *36tto«l 

jftt^fe, /: t x Ifftlv •> f A ^ t f 2 lOlt * * 0. lmM-lOraM^ 

S*L£ ;Hfl L < , 0. 5mM~5mMtt*W- t**«fc Lv> 0 t^*~>* 

A£**0. 1 mM*ii fctt 1 OmM^ii^ ? fc&^fcJS^WSc 

[0 0 3 2] 

lmM~l OmM^t^W^t^i L<. 0. 5 mM~ 5 mM^f? £ t&£ *) 
0iL^ o DTT^O. lmM*li/;lilOmMtix.^h, 

[0 0 3 3] 

So tOi 7 ft««f*Jfc LTI±if#£«IIStt& < , tztjLlSs HEPES-KOH, Tr i 
s -HC K h 'J ? A. * J->»-*.x:/gJW > V A, 'J 

ffl«L©pH**4*»4fet4pH* t l O^Sh, *H^(0RIt4oM*iMttt * 
***** icOct ^ &$L£U 19 . ±ia*T?iHE PE S-KOH (pH6. 5 

~8. 5) *«ffit4«##f:*fJLv>„ 

«j*C*»e>. 5mM~2 0 0mM^t$WitWL<, 10mM~10 0mM^$ 
jH.ifc#J:>)jflU»o «««l**5mM5|c»-c*&fc, »te*fct±tt*tt*&R<&8ajnfc 
J:*) pH«5J&at«:gE»*3ISjfe-U ttffiW#&tt*Sffiimc**fc#"?* «K 
*!l**2 0 OmMtii^J:, < * "9 ^ 

[0 0 3 4] 

±0*6***3HHC|W L#*m^«t *K 0. lmM~l OmM^i^WI L<. 0. 

!K 5 (v/v) %~8 0 (v/v) %££* «t7 »in$tLS<0;&*«Ft L<^ 10 (v 
/v) %~5 0 (v/v) %fcfc£«fc ? ^Jn$tL^<7)**J: «3$fS LV>„ 
[0 0 3 5] 

miE# 2004-3122028 
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[0 0 3 61 

r A *l J. y — *o t+? /tn +rU H i fUrt -iK -4- *7 Wi ULl CtVt /T>v =tH -fc xVH 

ttli, #KiifiJI£{±&v^ ilUt, 1 g~ 1 0 0 gO$SHF*!-t*&&o 

ZOXitzLXs if, 30^*&<Z)»ffi%*^f *fctt*»*fc*o 
[0 0 3 7] 

v>Tlf|Tt)iitv>S^ (1 0, 000Xg~50, OOOXg, or-iot;, 10 
5-i~6 0^fl) -effdo HE*^fl-**iHffofc«oJii» (±»A1) zzvttm^ 

xmrnrnt-t zx d^L-rt x^l, tfz, m±^AiK±mtmm<D0kWizxnm<DM 
>bfrm*?t*<\ &btitz±m (±«rA2) tifflttuuK 

Kmmzft^tzmz. ±&tmm<D&mzxm>b%-mLxnt>titz±m (±»A3) 
ii^LT, MmmtLxmwL-r & x^\zLxi>x^ 0 z<dx*> k±?#a 1 ^±ma3 

iI'6'LT«lffiifc*fli«f -SCtf, iftAK ±»A 3 tfft-Cilllftttii^kJfcK 
LT, 9 >^^S^IWlS]±t & tv^jfiJ^C****o ±r#A2£, ±flfr 

, ±SB±»A 1 ~±j»A3 £*S£-LT, MOTni^atUv^o 

**^f t±mA3 te>m i &m&iz&Kmm±%^&> 9v>** 

M<D&j£%}^<Dm&frhli, i&fcikXl 0 : 9 0-9 0 : 1 0f*4Oi t ffiL<, 2 0 
: 8 0 ~8 0 : 2 0X$>2><DiP£ *)tfrt Lv> 0 
[0 0 3 8] 

&£±&c7> X ^ t-e-tL-FfLfitlLfc^Ks ^aSfcifeU 4*/l'tt&ft4>&ftJ: *9 2 8 
0 nm{"*3tt^>«Jg^ftfe^v>®^#i£5r^L-Cttai^t Ltitf & X n KVX i> 

[0 0 3 9] 

445. ±my^M^m\^. Y)vm.mt<D%mx «j 2 8 0 nm ft 

v»®#ttia * 5-JRf & »i > *##J « &T<D^m K Xff x tf X ^ 0 
1z £ z.liW&% ? J* PD-10 (mirA A'ftt'fx^^ttft) *fIL, It 

5 (v/v) %~40 (v/v) % (§fiU<ti. 2 0 (v/v) %) * J: 3 KflSiD 

ttigE# 2004-3122028 
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lmL~ lmLt 1 Mfr t -ftil£ X < % S^fg^^fr *®^*^<t < # 

^i-^tv^Sl^i 0, 0. 4mL~0. 6mL*lI^tfS«IU^ 

y;Vztiim^ii?S«t 19 2 8 0 n m £ i3 It & 1 OJ'U^tWSo 

/ctilfU 1 trospec3300pro (T^v^A /^xf^-^^^^ 

[ 0 0 4 0 ] 

sAJS*«iji&*?>«mja[«:wi«"r*»'&. #s&w# km l 

iaaet lt^, snt-8 ccmTt?*^, gp* l< h- 1 5 ccjsltt*** ±ib&a*s 

m*m& k >&m mm-t %>zt%< mum t 

[0 0 4 1 ] 

v> a *ife ^ * f * & JllfeX * > '< * K-frJftM tt tti * # * l& fcf£ 

10 0 4 2] 

wr- 1 or- 2 ox:<D7^.mttzit^m^x<Dmm, (2 5*0 tcr^e*if^«t 

T«r«*^l»Ci 0'C~20 < C Ofcfcti, 4t~l 0t) <Z>tM&£ fctt**** 

fc*LTV»a*f* (10, 000Xg~50, OOOXg, 0t~ lOt, 1 0 55^-6 0 

[0 0 4 3] 

f»B 1 *$e»»=at'tfl-«i (1 0, oooxg~ioo, ooox g , ot-i ot> 10 

fl-ffl- 1 2 0#W) fc*»*"C\ #<b*L£Xft (±»B2) ^ftWt^UUK Sfcfc 
, ±IB±f»B 1 ifcHJtflfB 2 t^iai, y;Hif«ItJ: <9 2 8 0 nrntcistf* 
»*Kj6* 1 0 &±.<DWfr (®JRtf>*££Ii#) fc^IRLT, ZtiZmitiW.tLX'b £^o 

it, x?tB i i^jiXflfB 2 iz-o^xr^mmzft ^^aaii, fcfcitjftt* 

PD-10 (Tvy^A ;Uif-fxv^tt») *»jftK:ttffl-r ^> £ t &X & 

^aafflj»afaKT*m-fa. tv^ «t a j:v>„ xier;vaiiffl^@ 
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mtL-au &&&mnm±<o&&<o i>v* ft tire*. tztk.it 

, 1 0mM~l 0 OmMOHEPES-KOH (pH6. 5-8. 5) > 5 0 mM~ 3 0 
OmM^fti^V'J'i, 0. 5 mM~ 5mM^Stv^v') ^> 0. 5 mM~ 5 mM<D 
DTT. 0. 0 lmM~5mM©PMSFmtS^Iiffli®M>'^it^ 
«iiL-c#f.asiiSl±, attwy^aa^frfctL-cv** <t ? fc, 0. lmL 
~ lmLil M^t-tfiltX < , l«v^>v^JC^&fg£;fr1-&®^£$J« (W^ 
J- 1.* ^ &§ rN 1 + h n /( m t ~ a «ry,T*-i m^t- > ?. m-ASW- * I i#» . 

«V»-C> fcUlfU ltrospec3300pro (7v->tA A>f **)r<i 7, 
ttR) &i:'<7)»£fflv>T. 2 8 0 nmiZteV^mtW^Z 0 J^±<^li^ 0&JR?>*££ 

[0 0 4 4] 

±m (±?#B3) £ttffi?£i1-& J: 9 tcLTk iv^ 0 £ (^;vMMOjI^8t{^ flfiR 
JRJfo * ffi#^**»te<0j£$fr kv^Ift*6, 30, 000Xg~l00, 0 

ooxg, or-iot:, 1 o#w~ 6 o^rao&tt-cfi 1 £f£t^ 0 

[0 0 4 5] 

flnU d*i£S£^#8t (/ctilt 7 0 0 Xg, 10m 4"Ctv^^#) t&ifcK 

1 gOftdll&#JWIJ&ilWL5mL~l 0 OmLtifc^iifl L < , 10mL~50mL 
"Cab*fl5**J: tv^ 0 «fe#0i!ctt, l@~5@tf^^iL<^ 2 @~ 4 Elffd 

[0 0 4 6] 

^SMtlmg/mL~2 0 0 m g/m L "Cab^ L- < , 1 0mg/mL 

~1 OOmg/mL-CJbSO^i^iU^o SSttHltH*©***** * KWt? 1 

K89££5PJffl t-c, m^l4. MSK*^** S«-»^*v>Tii1Srtr*>*t 
tv^j:^:, fcfcx-tfBCA Protein assay Kit (PIERCEtt 
m fcttJBU BLBmti2mLl l zttLX^y7)l'*0. lmLJ)Dx.> 3 7tt*305-^E 
iSS-fc, 5 6 2 nmi:i3(t5MlltfflSt§, V>ofc#JIIK J: oTfH o 
(Ul trospec3300pro, 7v->irA /<>f ^V^ttM) 
5 6 2 Tim\z&VhWdm*WL t mJ?Z>o a^ha-^LTIi, * ^IflLttT^y 5 

> (B S A) ^fffltSo 
[0 0 4 7] 

!E¥/af^fflaEc;t8[^v^fL©»^t?*oTt, ±ie»m?£3rio (v/v) %~so 

(v/v) %. #Kfi3 0 (v/v) %~60 (v/v) %^ft4i^CP«?itfc4 

* >v^KitiS-C0. 1 mg/mL~ 1 6 0 mg/mL J: d l"ff *L& <Z> 

^iL(, 3 mg/mL ~ 6 Omg/mLti^J: 3 fcPKSfLS©*** DSF* Lv*„ 
Mmtto&yd<7>ttM&? y^^MMS.X0-. lmg/mL*if fciil 6 Omg/mLS: 
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list, * >/^®o^iiiK^@T-r^Minj^* ; i>^*'c-*)'2>o 

[0 0 4 8] 

\ a* / pi J J HT V^|> / 1 J />S./*U»- IU*» 

, -?y**s*?J*j&, DTT, 7f^>VH'JVl ^7;v>='J>^ ^l/7f->U> 
gfc, 9 l^7f >^t— b\ T$ ^«53\ RNa s e 4 y\L\£9~, t R N A> rit«J£ 

[0 0 4 9] 

mww*mRiBWLfc<£)t>z>mwmm (mRN a) z<DiM.&m^Kmm*%:<, Em 

blT2>9 >'<?Ki&JSu U#& & «b If mR N A^rT^ DMIcei < <£ v> 0 i fc, 
JfXt tifajbn $ *t£ &oT«fcv> 0 mRNAte, 

SfW'fvffnKf i:j;cTiIDNA^¥U Lv*o 
^lffn^fli, tztjUS R i b oMa x Large Scale RNA pro 
duction System-T7 {rfu * tfttfi) & ^SrfUffl LTIto d S 

[0 0 5 0] 

mL-2000^ g/mLM?tLKh^jfiL(, 1 0// g/mL~ 1 0 0 0// g/ 
mL^f?iiSCt*U W£ LV* 0 mRNA^l n g/mL*»ifcli2 0 0 0^g/ 

[0 0 5 1 ] 

UE*»*©«lJ*C*e>, 2 6 0 nm^«ffi (JSH*A 260) tl~50 (A 2 6 0 = 1 ~ 
50) , »JL<(i2~l 5 (A 260 = 2-15) £qfr$*iSo 5 * n y- AJRtf*A 2 
6 0T*l*it1i, mmm&Mtffifrfc'tftetiK^MfilK&t) , 50?:Ix.^^^^ 

NA^JS (j«g/mL) fc«JSttflfc**<05^DV-AKajK (A 2 6 0) t<D&&l I 
0. 1-5, jifiKliO. 3-2. 3 fcrt** @<^|R»lfi»^Ii-£ 

mRNAli (//g/mL) fc0J£ttWfi#«>$ * ny- A«S<&»j£ (A2 6 0) 
lfc**«>amoJSfJE.tt!»*3|50 5^i3V-AJ||0*ftKli, StA2 60 /A 280 = 1. 
3-2. 0-C% §fi L< (i 1 . 4-1. 8C^t*^, fUfctfM : 0. 1-5 (»iL 
<{i0. 3-2. 3) RIc?»lmLl'i:mRNA* , l/«g^tS*^i:5i'ny 
-AmofeBt&A 2 6 0-C0. 1-5 (jflKliO. 3-2. 3) t*4iiS:il*t 

[0 0 5 2] 
[0 0 5 3] 
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(#KT richoplusia ni 0P£BIJ]^ Spodoptera frugipe 

<DmWk1ifeteV&fc2*i%^&> $lx.i£«6<JK{iWa Iter, PiBlobel, G<75 
(Enzyrao 1.96, pp. 84-93, 1 9 8 3^) (DjjfcZmK^ vaMM&J 

i)^*/iS i *^fflI&* lg*f)l~10ml«5 ^nv-AlitBit (ffiffiffc 

^ «r.n _u- »j. en , ~ -7 An *AT» ^^mQ^i /tn^^s? l~ rfr 1* -r* 2* tfft m 1 4 S ^ \ 2- (T\l£> 5*: <3=- -? ✓ *+■ 

& o 

[0 0 5 4] 

0mM~ 5 0 0mM^W-^ s 9H(s 5 0 mM~ 1 5 0 mMtt$ *L& CI ttf 
[0 0 5 5] 

RJSift+K*5V»t\ 0. lmM~10mM^f$W:^ s ffiL<, 0. 5mM~3m 
M^t£*t& i Lv> 0 
[0 0 5 6] 

SlR^iS Rt&ift * fc* if 2> D T T it > ± Jfe Lt}|[lJfflit:*it4DTT t IWp»<0 
JH&^<b, 0. lmM-10mMtt?W^tWtL<, 0. 2mM~5mMtf§ 

[0 0 5 7] 

) M\ ^W^R^J&^JKOii.S^^ 0. 0 ImM-l OmM^Ztl&Zt-Zjmt 
L<> 0. lmM-SmM^tStiiifc^iOffiU^o ATP^O. 01mM*»J 

[0 0 5 8] 

) (i. ?V^i?9.&$u<D&m.V>WL&frb, 0. 0 lmM~l 0 mM^ZtiZ Z ttmt 
L<> 0. lmM~5mM^$tL^>ii:^i«5$ftLv> 0 GTP^O. 0 1mM*i§£ 

[0 0 5 9] 

l^iboT, ATPkGTP*ff4tilft-CE^$*L4. ^l/7f>T/Bllt * > 
JteJ&Oj&BE Ki3V*T 1 mM~ 2 0 OmM^t^Mii: 

#j}JL<, 1 0mM~ 1 0 0mM^t?ii4i 0» 4 Lv^ Q ^P7f>V« 

[0 0 6 0] 

^t*oT, * I/7f>'J '✓Bfct*CATPfcGTPtS4t4l(ISn?E^*t4« 

/ m L~l 0 0 0 // g/mL^ £*L&£fc L<^ 10// g/mL~5 0 0//g/ 
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mL^tSjii; ttf£ l) jiff Lv^o * l/7f>*t-Wl // g/mL5fc?f Tr&& t , 
[0 0 6 1 ] 

/ "J — w > X J* 'S ^ |=i$C\ / y - — ^ ✓ ✓ ^ — / ./ - — v > ^ V ✓ y ^ j 

^vn^f-^A h'J^f77>, TX'*9*F>* -b';>> M/*->, k^f^>, 

A J WH&frifi 1 ft M~ 1 0 0 0 p M^£*L* CI fc L < , 1 0 // M~ 2 0 0 // 

?5ZtiZ>Z.ttf£ Lv^o 7?/lSIS^l//M*ll?tli 1 0 0 0 //M£@x.& t 

[0 0 6 2] 

ffl!R*ffl i BOEifc't>K*5»t*RNa s e -f > fc? * -fi. affi&Krl&l" SttJfcSM&Sl* 
©RNa s e i:J:ot, ftHMAgft? W^S^MCmRNA^ t RNA#^K^ 

■t»fc*JV»T0. 1 XS/fi L~ 1 0 0 V/fx L^Zit&Z. btfU* L< > 1U///L-1 
0 U/// L^$*L*i 4 LV>„ RNase^>tt^-^0. 1U/^L* 

mxh&t^ RNas eO^«flMtS:^Wlx.Sifc5&»-T?&4v>«|qiK:***:*-C*iJ, 
S/;RNa s e A >^\£9-ifil 0 0 U/// L*Mz.2> fc, * 

[0 0 6 3] 

»f*SUHKJfci&4'fc;|3*t& t RNAii, ±132 Ott^T 5 7 MKtti&LtiWBLO t R 

, M&KBWi*fci$\,*X 1 p g/mL~ 1 0 0 0// g/mL^ ttmt L< , 

10// g/mL~ 5 0 0 // g/mL<&#£*L&£ <9#£ Lv* 0 t RNA^l // g/ 

mL*fS fcli 1 0 0 0 // g/mL^lUJ:, * Wn** jS£«;Tl- *GU5J £ 

[0 0 6 4] 

«>w**itfatwfiffl-e§, m«io9d^e>. hepes-koh ( p h6~8) 

ib, 5mM~2 0 0mMtt?^^^ J ffiL<, 1 0 mM~ 5 0 mM^t§ tl2> £ £ 
[0 0 6 5] 

fefoX&Z>b^im&iF$>2>tz!t>X~$>2> 0 9*V-tu-)V*mim-t2>%i&, MUt* 5 (v/ 
v) %~2 0 (v/v) i d»w«6ljn1"*o 

[0 0 6 6] 

If:®? (JSLT. TEGTAJ tv»-)ii^4. ) mt4 0#ffiLv» 0 EGTA=lr-i- 

<7)^?rl?a#i-^^ §-5.^ i6-e*^o ^EGTAfi. ±.IBRJi&iSt , H*v>'r N -LIB 

& 0. 0 lmM~l OmM^^iiSiW^t L 
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<U 0. 1 mM- 5 mM<£^Ztl&Z-ttf£ VfttL^o EGTA^O. 0 1 mM*It 

$> a t &m %f&frv>5mm 1± £ ^ k j*p £ & c t ^r-§ & ^m^i i- $> & tz #> , ttz 

10 0 6 7] 

i-&=b*>. mm&mfiLfcmtLxii, mM.mm^tt^mm^^mi-^mm^ 3 0 (v 

/v) %~ 6 0 ( v/v) %^-f2> ttkiz, 5 OmM- 1 5 OmM«* V A, 
0 5 mM— 3 mM' 71 !*' 7 ^* * v A. , 0 . 2 mM — 5 mM*) D T T . 5 (v/v) % 
-2 0 (v/v) %W^'J , tD-JV > 0. 1 mM~ 5 mMOAT P. 0. 1 mM— 5 mM 
OGTP, 10mM-10 0mMW^l'Tf> , J>R, 1 0 g/mL~5 0 O/i g/m 
L0^1/7fV*t-^ 10^-2 0 0^075^^ lU/^L-lOU/ 
// LORN a s e -f > H tf^-> 1 0/i g/mL-5 0 0 /i g/mL© t RNA, 10/* 
g/mL~ 1 0 0 0 ^ g/mLtf>flfM»ffl, 8BR»RJfrifc'K A 2 6 0 "C 1 ~ 5 0 OfffifL 

i&»5^nv-AjR (mm.mmt<7)mmitit, mRNA g/mD : ?^v-ai 

jftK (A2 6 0) = 1 : 0. 1-5), 1 0mM~5 0 mMOH EPES-KOH (pH 
6-8) Ztt-TZXl K$mZ*l&(Dl)m* UV> 0 

[0 0 6 8] 

0"C -3 0*CO$68Bl*3 JRBBiME* , l 0Xtftm"?$>&t. * R^JSMtf* 

%) o 

[0 0 6 9] 

(2) |E2£/BftfUflRti5ift 

ATP. GTP, 5'- = 'J >m> W*J> 5*- = y *l/7f>'J> 

^VTf^t-^, 7^»i5J:t) r tRNA^<H^W«tL 

[0 0 7 0] 

&:£ij£^#|M (ilDNA) tt % *-*-E^Jfc±tf* 3 - Ki"*flliS 

> ^n^-^-iB^Jl±#^it'fE?-0 5' ±iftffi£K1K$;ft.So 7n^- * — HB^J Lt(i 
„ t*^©T 7 ^n^-^-Sfi^ S P 6 -/n-*- * -E?!U T3^n€- 

*-ie?!k s p 6 *-$.*-?-mm. T3?-$*-*-mn%i?tfmfhtL2>o ttz 

A@5^J=£:*LTV>-Ct «t^ 0 
[0 0 7 1] 

SiilDNAJi, (1) ¥&®.&<Qffi$tfcfrm2tLtzmMT>NA*7'(r-z'3 
Slgt, (2) 7>f^-->3 >&ODNA&PCRfrcJ:oTiiilis£«XSfc£i!?&< 
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O 7 << Y- s s 3 y BOB t ^r(D^(D PCRCiotoi u^^xmm z^tzzt ^nm & 

3 > t P CR£fr£>&*t*U;r&^&W > :a6, l-Tl!g&P& 19 ^&v^it^:fr#J£ ti 

DNAt^otUv-U P C RK<fc oTifi]is£^7 v cDNAT~&o-C& J:v>U D N A-o* 
[0 0 7 2] 

i-fs »MDNA£^&#fflL£ i M<7>? lvM:i^^^7^f^-y3>? 

a yRfcZftimt'te, DNAc?)^Sg£ N D N A^WI^lS] 

DNA(0«*¥rt*^^PMLT*3 < o &£v*ti. mCMWLWm-eWWLtzWfftt LT 

m^&nm^BLfc&tm. m^-m^xm^mm^^x^^ a ^ Kn^tx^o titbit, 

NEBttlQui ck Ligation Ki ttfflv>, ^Db3*ICftV\ DNA, 
806^7 7 7-, Qui ck T4 L i g a s e fcftfrU 2 5£-HK .v-** 

[0 0 7 3] 

±157^ y-v 3 >tODNA*P C R K J: o Tit PCRIi, TfcSfcO 

ISo P CR^#^K#KMP1{±& < , ^^H^v>Tji^T-btL-CV^^#^T=fTX.^ 
iv^ #|x.{£, m^att^KOD p 1 u s^lv\ *<o-fu h 3;v^^x.if J;v^ 0 d 
«ffli/^7"5^7-li > iiijl$^fcV>DNA03§S&?->I2?!i£ <£> t C^SL/;^V^7 , 7 

o&^*3£:ft£DNA7&*&C&^ P CRK<£oTF;TMODNA^^iil|■S£tL&o 
At $ ibKo&g^fr-^/i^DNAfcJ-i-JV^ 7^-ya>, PCRSrfrV^ flDNA 
[0 0 7 4] 

SB^UJ iii. ^ ^ tt ^ilD N A*f 1 Ltilte^ «^ 
J&KB*ft r> icD^IR^JS-Kilie^J^^L^v^MDNA^^ffl tt*IE^^ 

[0 0 7 5] 

M^tUli, f;ii;^in7^M}:i3lt* 5' s^iHRH^ (5' UT 

R) i: L-C<Zrftl<7)^iS^J-e*-&o gcfaMKlt, U 4 *<D7 4 >L@tft{5?-0 5 ' 

UTRtf>^@E?!k #f ^O-feV^itfci^S' U T R <7)&*@e?!k AcNPV (A u 
tographa californica nuclear polyhedrosi 
s virus) <D#V ^ K'J VitfcTO 5 ' UTRO^^SS^J. BmCPV (Bomb 
y x mori cytoplasmin polyhedrosis virus) O 
✓v. Ki; -y^g^^-o 5 ' UT RO^ft@E^iJ N EsCPV.(Euxoa scandes 
cytoplasmin polyhedrosis virus) t7>-# V K V >3I 
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<^<75 5 ' U T R <9:&^Ir2?!h HcNPV (Hyphant r i a cunea nuc 
lear polyhedrosis virus) O^'JaF'J >]&fclr<V 5 ' U T R 
<S>*£ft@S£'J> CrNPV (Choristoneura rosaceana nucl 
eopolyhedrovi rus) £>* 0 U^KV y&U=F<D 5 ' UTRO^»S5^I> E 
oNPV (Ecotropi s oblique nuclear polyhedro 
sis virus) W'JaK'J 5 ' U T R Odfi3£HB?!U M n N P V (Ma 

1 or»iAorv"»o n A 11 c f r* i o n iir> [ ^ O n O ! U ll ? d T O V I T* 11 Q ) (P) t}n 

V ^ K U ^itfc^tf) 5 ' U T R <Z>&*8B?!k SfNPV (Spodoptera fru 
giperda nucleopolyhedrovirus) <D^ V ^ K'J ^ifi-fei^ 
5 ' U T R ©ffilfelB^K WsNPV (Wi seana signata nucleop 
o 1 y h e d r o v i r u s ) *>#U ^ HU ^fi^fl) 5 ' U T R <DVti&EfflS$iP&ir b 

[0 0 7 6] 

£33V>T, M^fS] (5' —3' ) t:|l*£t^-CUv^U igr£|p] (3' — 5' ) 
i&m&±<D&mm*fr&2&fcftBxl&fr&lztix$> iv^o 

[0 0 7 7] 

DNAtH i s - t a g fcffrflllffco 
[0 0 7 8] 

ie¥*sm±. mw-/mwmmRjBm*K&\,*x^ o. l^g/mL-sooo/ig/m 

L^t§Wifc#0iL<, 3^ g/mL~6 0 0 ? g/mL#^rSttS i ttf ? J: <9 » 
tLV^ 0 ^WO. I,* g/mL*»*;fcl±8 0 0 Oju g/mL 

[0 0 7 9] 

jj^/ipR^ffiR/fcifc^Kisv^ «fJ&tti»S*05 ^ny-Affllti, *w**Kofll 
sR?£O^H&^OH,&tf>'b. A260t?l~50 (A2 6 0 = l~50) , ffit<«2 
-15 (A 260 = 2-1 5) S*iSo 5^ny-AlM2 6 0tl*itii, 

E#i-4«lRj»"**^»-e*&o aSRRiStft+C^V^-CmRNAiftjS (// g/m 

L) tBifLSb%S*0 5 ^Dy-Ai©«S (A 2 6 0) Jfcj&*l : 0. 1-5, jftL< 
&0. 3-2. 3T?**i:t#^>^^llO«fllft©<W*»*«>ilJ*3ft*fe^-3-€-^#4 L 

[0 0 8 0] 

a>*. mm^mm^m^xmmx^^o 

[0 0 8 1 ] 

izm * - t tfx § & o fcdii, elfins** t 7 zru^-t-wm* 
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L^„ ttztm-Mmtf, S P 6 * tziiT 3 7°n^e- * -SS?iJ LT v^*§£-ti, Zti? 
tt, SP6 RNA#';>9-4?4rt:liT3 RNA/f J> 9-€*tfflt*ii« 
Lv> 0 

^/UlRmffl^tSff^O. 0 1 U/// L~ 1 0 0 U//i L^?Waif^L< 

0 0 1 U / " L$-.WIX*>2> t . sRNA^.i*f#* < *" •? . M*^ IT* >/-?^ W 
^k^M35*S:Ti-i"«lilt-*i»*:* , t?* , 3- ifcRNAtfU 0 0U/// L 

[0 0 8 2] 

tfc&/W9&iF8EU&t&*K.&l1r& AT Pli, *>^^IM<OM^^f), 0. 0 

1 mM~ 1 0mM^t$ii*i L< , 0. 1 mM~ 5 mMtl* £ brf X *) 
Sf* LV>„ ATP* o 0. 0 1 mM*#|3: ft it 1 OmM^liU, * >v?* SO^-J&jSS 

[0 0 8 3] 

&^/m^RiKlfc%L*i~&VZ>GTPi±, fy^m&J&VM&^m&frb, 0. 0 
lmM~10mM^tHJitWL<, 0. 1 mM~ 5 mMtf? *t£ CI ri*J: *) 
tS-t LV\ GTP^O. OlmM^l^lilOmMtiiii, * SC^J&OS&g 

[0 0 8 4] 

tfc^/mm&mRiBWL*K&wzi'i-*j> 5'-=v (ar> tctpj tv^^ 

t±> K^iftOiliK^l^^'b, 0. 0 1mM~10mM^t?W 

L<> 0. lmM-SmMtt^^^-t^i^iLV^ CTP^O. 01 

[0 0 8 5] 

n^/mm%mKfeWL*i-&nz>*7Vvy5'-=-v >tk (^t, tutpj tv^c: 

fc^4. ) tt % * ^^K^^M^ti*^^ 0. 0 1 mM~ 1 OmMtt^W 
it#jfiL<, 0. lmM~5mM^t$tL*ut^i <9$?£Lv> 0 UTP#0. 0 1 

[0 0 8 6] 

fc#<Z>Jftfl"e*oT\ ATP fcGTP B«n?E£-$*L*o * V'Tf-V V 

> * ^^jtoJfiOj&K^ISjSrt^ <E¥/fli**JflRl6ifc'Hwi3V*-C 1 mM~2 0 0m 
M^$tLSClfc^§fi L<. 1 0mM~ 1 0 0mM^^*-t#± Lv* 0 * 

l/7f>'J >@?7& s l mM*p-Cab* AT P G T P^S4$ < <, ^ 

at Lx?>s*?n<D&m&mi!)mT-f2>mfafc$>z>ttit>x-&y), tit* urfv; >m 

[0 0 8 7] 

tpiZ&^X 1 // g/mL~ 1 0 0 0 // g/mL^"£*L&.l irtW i L < > 10// g/m 
L~ 5 0 0/i g/mL^$tL4 1 1 i»i Dff i t^ c * I'Tf -fe'ri* 1 // g/m 

LJmx&Zt, M4i<0ATP fcGTPri ? #££tU::< <, igSfc Lt^ >v?^K<7> 
^jSaSJK^ffiT-tSffllRjt-***:*^* 9, * tz? U7f'/*t-Wl 0 0 0// g/m 

L^@x-2>a:> mm^nt vxm^. *y^*n<o^wL^i>^T-f^mm^^tz^x 
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[0 0 8 8] 

^nn;^ ^yn-fv>. f'J^f77>, T^Av^V. Y\y^=->, KXJ- 

- /sHii!). ^.±4i z -k r_ i- .iv.iw rtr. )* -r t ? 1 rwir & > i,> . ^ 

^7& S 1^M~1 0 0 O/iM^W-aWIK, 1 0//M- 5 0 0 ftM&GZil 

[0 0 8 9] 

(±, ^/^IR^fflM^^^iSV^-C 1 (i g/mL-l 0 0 0 M g/mL^ZK&Zt 
if^K, 1 0 u g/mL~ 5 0 0 g/mLM$W-^ ? i t R N 

Art*l ^ g/mL*#§;£*:{± 1 0 0 0// g/mL*IAU, ? K^©^^® 
T 1" & IS fa £ * & 7t *b -C ab & o 
[0 0 9 0] 

n^-/uwJhmK^mt, ?f>^ vny^t, DTT, RN a s e 

[0 0 9 1 ] 

^j3V>T, 1 0mM~ 5 0 OmM^t^W: L< . 5 0mM~15 0mM^ 

- LV\ 
[0 0 9 2] 

^■Xmm^MKfBU^K^^X, 0. lmM~10mMM?Wi^ 5 fflL<> 0. 
5mM~3mM^t^tt5rt^J: <9$f :£ Lv> 0 
[0 0 9 3] 

IMMtl^v^O. lmM~10 0mM^t$W-iWtL<, 0. 2mM~ 
2 0mM^$fr££ £rt s J: tv^ c DTT^O. 1 mM*li/:li 1 0 OmMti 

[0 0 9 4] 

(5$>}jj:^T0. lU/^L-100U/^L**$W£i#JfiK, 1 U//i L 
~1 OU//; L#^"*n*ifc3&*J: D*F* Lv>. RN a s e -f >t tf^-**0 . 1U/^ 
L RN a s e <D - fcv>«fil 

l?, 1/cRNas 0OU///L*Ix.Sfc> * K-ft-JftKJS * fi 

& MlPl K 3b & tz tb X~$> & o 
[0 0 9 5] 

ffi!E# 2004-3122028 
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&W/Mm&mfrBWLtpfc&^T 0 . 0 lmM~ l 0 OmMtt^W^^^^ 

0. 0 5mM~ 1 OmM^t^Wit^J: *)1&Z L^ 0 X^5y^ s 0. 0 1 mM* 

[0 0 9 6] 

$mh\ Zimmzi'mx i " iwossi <b > hepes-koh ( p h6~8) 

*|jfta»e>, lmM-2 0 0mM^f?W:i:^tL<, 5mM~5 0mM#t?W 
[0 0 9 7] 

HT, 5 (v/v) %~2 0 (v/v) %fc*SJ:-5^iP"*-&o 
[0 0 9 8] 

«E3f/IS»^fflRJStSkUrtt. S&lftffiifc*: 3 0 (v/v) %~6 0 (v 
/v) 2bK3 M g/mL~6 0 0 p. g/mL?)g?il, 3£¥/ 

atflSUBasBifc+A 2 6 OX 1 - 5 OOHtSJ&fl&S *ny- Afc £aflR*»£ 
iBEJt* 1 , mRNA (/£g/mL) : $ * n V- AMI (A 2 6 0) = 1 : 0 . 1 -0 
. 5 tK&XoKM) , 0. 1U//iL-10U/^LORNA#'J^?-^'0. lm 
M~5mM©ATP, 0. 1 mM~ 5 mMC G T P . 0. 1 mM~ 5 mMOC TP, 0. 
lmM~5mM<OUTP, 1 0 mM~ 1 0 0 mMO? l/7f ^ V >BU 10^g/mL- 
5 0 0^g/mL?)^V7f>*t-^ 1 0 ^ M~ 5 0 0 /z MOT 5 y BWWh 10// 
g/mL~ 5 0 0 /i g/mLO t RNAt^f tiO^t U> e Sfcfcli* 5 0mM~ 
1 5 OmM^HK^'^A, 0. 5 mM~ 3 mM©S|v^^ A, 0. 2 mM~ 2 0 
mMWDTT, 1 U/^ L~ 1 0 U/^ LORN a s e >t tf^-, 0. 0 5 mM~ 1 
0mM^^?y>, 5 mM~ 5 OmMOHEPES-KOH (pH7. 4) , 5 (v 
/v) %-20 (v/v) %0/'J-t:n-^^ftSJ:9i:iI$W«tU 5 o 
[0 0 9 9] 

ffitfiv\ SS^XIloRJ&rtt&i, 10t~60t, *f * L < (i 2 0 r~ 5 0 X: 

\z.$) V) , tfe^xsoasaiK^e oralis t> Kjec J fiwaift*fl'* , a£tt-r*«rti 

*fca3RXS<0iOKW\ 10°C~4 0 e C. fflL<(i20t~ 

3 oWirtx-Jb^o aiRx@o^;j£ia^ s 1 ot*it**^t, 

5gfc#**2 0t:~ 3 0*C«>f£H"CRfS*ftd Lv> 0 ac£©l$|Hlt±, £X 

3g**>*T, 1R*W~7 2I$KU U* L< ti3B$H~2 4^FMt?ab<2.o 

[0 10 0] 

i«&iU». £-J&$*l£* W?*@0£f±, ^IftOfSteOilJ^ SDS-PAGE. #M 
W^I«rSDS-PAGE, yfrjruy? 7 ^ny-Al^T, # 
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[0 10 1] 

H WJ i *) ■frftW *2h KWm izmwir & #§PJi & - ft £ <^#dfe#!J J: •> 

[HMJ l ] 
10 10 2] 

(1) M^7^? K«DW» 

(T> da -7? & ijSgSJfc&j; ( W — >/" O n ~> .>Ht) **7 , .'^> LT> ; *§|B$NSi jit 
'tlmfc&ikZxv*<b p r o-TNF-GLC >/<^R©**k«*ftrtPN- 

fOin v i t roO-frfttK**. Hi fc**Lfc»5l? , ?*3 KO«^H*7fcL*: 
, Sfc, Iv»i#ijAKT/5' -UTRWtttafeEy!)*K^iJ#-9-l fc, pr o-TNF- 
GLC ate^o^M^j fc @E»-S§- 2 L tzo 

mm-??** v<omm\$. pt n t^??- (/n^^ttn) ie?y#-t 

3*5*0*4 Kffl3£SB^*JFLfc5fc3SfcB amH I hft*D Lfc P C R ^7 >f v- £J3v> 
, BamHIMftK-fe^77'fy-'>3VtffUi:Piot, T^f^n-->^t 
>f f©Xh o I KBIT KB amHIt'f Y*MX\.tz 0 ^.KWM^ 5 1/ 6 K£ 
*E?j*^UPCR7 , 9'f T-fcJHv>TPCR*frV^ Hindll Ij8Mt^^7 
7^->3^ffUtt:J:o-C> pTn T^i'^-ttfcUfSLtv^T?^- 
5 *-*-EyiJifi:&<&B amHItO^Hi ndl I ItO KJElELfco P C 

RCiot, B amH I^>f YfrbT 7 ^nt-^-i t?*liifigL, COWKflfifcL-fctf 
V ^ K V > 5 ' -UTRO-bV^a, T>^-fe>*$l£^$;U 7-- U > ^S^fc <i> © 

>*&*T 4 J* * V^f" K*^--tr (TOYOBOttS) Ciot5' *3B'J >BMt 

fclZfeMZ&fZo SigmaSpin Post Reaction Purifica 
t i on Col umn (v^ttHO Ciot, IfJ(7)ATP5:|v^;f, ^jg^^y 

»EV»t\ i«lpT N T^^^-*BamHI-Ec oRItlftU pBlue 
s c r i p t^*-<7)BamHI-Ec oRIt^ M:p r o-TNF GLCcDN 
A*mXLtz77A5. K£[W}C<BamHI-EcoR I mibVX&htLtzfa 0 . 7 Kb 
©DNAifr (p r o-TNF-GLC cDNA) 4:^ >t- b 1 1X7^ Y— S s a V 
§*^ifc{:J:^ in vitro p r o-TNF-GLCJtfi?fi?ffl^5^5 K 

- 1 zmmhtzo 

ttz, ^Mm-fy^^ K- I rt©p r o-TNF G LCCTIK^f 
fXUi n vitro p r o -TNF- G L Cl^Il7"^ 5 K- I I fcffc 
ILTto F-I Itt, «IpT N T^^-^Sma I-CMftLfclfe. 

ioric, bbhi#-» 7 B*w>fc*f-$»-** r T>?-t>Am*&j&^ r 

^3*fcf><Bfc>f F^Lt7^->3 >$^l.ifc«Ip Tn T^ 

(Hi s-Ta g) »L/:o i^^-BamHI-Ec oRI-eMt 
, ^¥^^9^5 K— I =Srf|Sl^ie^J#-^8^J:O f 9|Bm^PCR^ , 9'r^-*fflv>Tii 

[0 10 3] 

^PCR^ftl^ KOD-plus (TOYOBOttH) £fflV>T. 96t2^ 
tUlDNAi^ttHfct, 96tl 5f> 5 0T;3 0#\ 6 8t5^t'f^« 

£3 omn-otzo 

[0 10 4] 

i«L/;y5^5 K«ft*E?!lttDNA2 5 0 n g*»fit LTB i g Dye Te 
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rminator Cycle Sequence FS Ready Reactio 
n K i t (AB ti^TPCR (9 6«C 1 0U\ 5 0V5&\ 60t4^ 2 

5 if 4 =HtV\ RjfcifcfcAB I PRISM 310 Genetic Anal 

y z e r (AB I tt«) TflWrLfco 
[0 10 5] 

^t^)7^y->3^t^y;Wt Ligation High (TOYOBOttS) 
*fflurf /fy-y 3 y*ffo/ : §, +§f DH5 ? (TOYOBOttI) \z.WMti&b\. 
f ?iKiiii^:Jli®^<bT^*' , ;-SDSfe^J: OT'^^^ KfcP«U DNAMIE 

[0 10 6] 

(2) i n v i t r ogfR^i^mRNA^ffll 

±IB ( 1 ) X-mmVtz y?^5KtHindIII T?ffiKhLfctfc, 7z;-*-^nn 
*;vA|ftm> ^/-^MKi i)»«Lfco ftfeitfcDNA 1 // g £3*12 2: LT. R i 
boMax Large Scale RNA Production System- 
T7 {7u*m±Wd SrfflV^T, 2 0/i 1 X^-^T?3 7"C4lf|ig> mRNA^^o 
fc, RlSft, 1U©RQ1 RNase Free DNase (^n^^l) fc^Jn 
L, 3 7tl5^>^r^-H, »SlDNA*^tLfeo 7xy-)^nn**A| 
mKX *) 9 > Vt:&, x-9 J -*>#fflL*ftotzo &hfi1zttM* 100// 1 
©JMMtfc*»U Nick column (JvyfAtil) -e»«Lfc^ 
y-A'ajRtffV^ f^CA2 6 0/A 2 8 0= 1. 8~2. 0, RNAW2mg 
/m 1 l:44J:^C«i*i:jl»lfco iOi ^ i:LtlSLfcmRNAIi*lK^ > 
^Jt#*W4 4«ffltfc. K-I*5>fi?UiO*mRNA- I 

. ^fffi7°7^5 K — I I *^?Lfctw4:mRNA- lib Ltz 0 
[0 10 7] 

(3) SA**jfflJjSlH igh Five, S f 2 1 h <D 5 * a v - A«W«2fi* 
( 3 - 1 ) ftJfe*&*jHBfl&H igh Five^i^Sf 21 <75i£* 

*ffiJE8t2 . 1 X 1 0 7 fl|OSai^*lffllfeH igh Five (Invitrogentt 
IS) Sr, L-^;V* 5 V*8SiDL.rt:E xpress Five (Invitrogentt 
U) MMmigikZ Xfrfztgmy y * x (6 0 0 cm 2 ) rtt?2 71C6 BW^tLfco *£& 

, tt^a. o x 1 o 8 1®, M*i . 2gfc*ofc 0 

IM*ttS f 21 (Invitroge ntt«) Si- 9 0 0 IISFM (I 
n v i t r o g e nttfi) mJkftl&l&K T 2 7 < CX^#L/c 0 1 m 1 *fc <9 3ffl»c6 

0X10 5 iOSf 2 1*12 5mlH^77^3l*l(DJti5 0ml1 ) -e2 7^ 13 
Orpm, 5 B fcffofciB*, MtSc 1 . 0 X 1 0 8 10. iff 3gt4ofc 

(3-2) ^DV-Al«ft 
gi^#»H igh F i v eistxys f 2 1 frh<D$ ? n y-AgtoMli, g&fc 
WfcWa Iter, P. and Blobel, G. (1 9 8 3) , Enzymol. 9 
6 8 4 - 9 3 b<D?jfe*m~, i/3m&&43$ifc&zm&'bfrMKTm$kVtZo irtkt> 
*», ±IB (3-1) T?Jg*Lfcft&i&**lllfe*£*>. TfBOttffifllifctMIIItfeiP- (7 0 0 
Xg, 4t, 1 O^SWM^fr) MUlg^Hml^iaifflWCl 

[High F i v efflffiffl?£<£>M] 

30mM HEPES-KOH (pH7. 9) > lOOmM KOAc, 2 mM Mg ( 
OAc) 2. 0. 2 5mM EGTA> 2 5 0 mM 2 mM DTT, 0 

. 5mM PMSF 

[s f 2 immmWLe>®.!&] 

4 0mM HEPES-KOH (pH7. 9) > 1 0 0 mM KOAc, 1. 5 mM M 
g (OAc) 2 . 0. ImM EGTA, 2 5 0 mM ~>j.*n-* % 2 mM DTT, 
0. 5mM PMSF 

tbiE# 2004-3122028 
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[0 10 8] 

%~=><'k J &hivtzW y***:V1-<i -9-*- (D o u n c e homogeni 
z e r) ^ 2 0ll]Mi-^»- fcH i 0, ,«^TOL^ 0 lOOOXg, 4 X:. 

T^fcJQSfc 1. 3MO'>A^n-^«:-^tfttttJffl«tfc3feeiaiRL/i±nif*: 1 I 3 (Dfamft 

(v./v) -Tiffit; l_.t lz ^(TltV/ll/tHOOOO^g-. If-, 2 ( 

H I TACHl"tt»jBi'k#tt«CP 8 0MXfc^^f>7o-^-P4 0 ST^iv^) 

A 2 6 0/A2 8 Ofil. 4-1. 5, A 2 6 0 fi$7 150 "C&o fc 0 
[0 1 0 9 J 

(4) 4teMft#*>v'?*Jt'frjft 

(4-i) ^j£»^fi*^fflmt/^^^^M»^>^^^K^ffl»ad?^^i^>Mffl 

±1B (2) -CWJitfcp ro-TNF GLCOmRNA-I, is J: #±15 (3) "Cp 

•20mM HEPES-KOH (pH7. 4) 

• 1 0 OmM 'J * A 

• 2 mM W&T* 7 V * 

• 2mM DTT 

• 0. 5mM PMS F 

ttffifc. #e>*Lfe««tW*a^*« (himacCR20B3 (B:£Hatt») ) 
30, OOOXg, 3 Ofrm, 4X:<D$*j$Krm<k%-M*?T-?tZo 

m^mk, ±»©*t#iu. strso, ooox g> iom 4 < c^^#nTit 

•CrifrKfcfTofc. ±»o**m«bfeo M*7A PD- 1 0 (T^->* 

^^iiii^M^lS^^, «^636KW- (Ul trospec 3 3 0 0 pro, 7"*"> 
•v A ^>^tt«) £J3v>T. 2 8 0 nmfci3»*.&!8bfcJK**l 0m±cDfh8-£ 

Wfcftfc Willi fifcteov»T\ BCA Protein assay Kit (PIERC 

. lmLJn£> 3 7*CT'3 O^FTO?^ «-**JKti- (U 1 trospec3300p 
ro, 7vi/*A ^tt'fi^XttS) *m^X, 5 6 2 nmCilt^ttf^Ife 

[0 110] 

(SAM*w6«iffl*©p*) 

(1) H i g h F i v e&*»ffii£ 

C2. 1 X 1 0 7 i^I*§i»H i g h Five (Invitrogent 
L-^;v^ 5 ^^^iraL^rE xpress Fiv e iUfitft^ifii ( I n v i t r 
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0 g e nttS) ^X««7 5X3 (6 0 0 cm 2 ) ^27^6 BH«*Ufco «r 

1 Ml. OXIO 8 ^ III 1. 2 1gfcfcofc„ 

^tv>t?±iajMltfcft***iWB&**«>^ TIB«U«o«sifr«-e 3 (7 0 OXg, 

•60 mM HEPES-KOH (pH7. 9) 



^ --x *-v n r aacasfa il a, ? 

i u u rnivi hfhx. a* v v -» 



• 4mM ftR"7/^">f A 

• 4mM DTT 



40mM HEPES-KOH (pH7. 9) 

• 1 0 0 mM U *A 

• 2mM 

• 2mM Ift*;Vy^A 

• 2 0 ( v / v ) % ^* V -fe n - ;v 

• 1 mM DTT 

• ImM PMSF 

■fe^L/Co ^fc#3fcLfc&, 30, OOOXg, 4*C-ei 0 #raat'frfl-«t (him 
acCR20B3s BSHEtttK) U ±»*®JRLfco ®JRLfc.h«f 1 . 5 m L £Tb& 

«yt©yjnaffiiiwif«i?WkLfcPD - i or**?a (r^'>u 

40mM HEPES-KOH (pH7. 9) 

10 0 mM U 

2mM ftR^^^fA 

ImM DTT 

ImM PMSF 

T-fyJ Lfclfe, ^HlMIW4mLi:tiaiL, 5MMte*Wh (U 1 t r o s p e 

c 3 3 0 0 pro, T^v^A /Mtt>fx>^ttl) £JB^t\ 2 8 0 nmtfcntS 

[0 111] 

(2) S f 2 1 fi^ffltB^ 

m&Mm.S f 2 1 (Invitroge ntt») * S f 9 0 0 - I I ( I n 

v i t r o g e n*±M) *\ZX 2 7tt^*L/;o §ilmL*/;^«i6. 0 X 1 
0 5 m<OS f 2 1 * 1 2 5mL=A75^3fl«JS*5 0mL^t2 7t- 130rpm 
• 5QI€Iii$%^o^o ift*. «lmL^t)©tttl.OXl 0 8 1i, III 
3 g t & o 7t 0 

&v»-e, ±fBJ&*LfcSdi«eii&***, TBfcrtwftfrJfcfc-rsiaft* (7 0ox g . 

•40mM HEPES-KOH (pH7. 9) 

• 1 0 0 mM ffiflfc* V £A 

• 2 mM g^v^* v<> A 

• 2mM :^fb#;l/v^A 
• ImM DTT 

•40mM HEPES-KOH (pH7. 9) 

• 1 0 0 mM 'J * A 

ffi|E# 2004-3122028 
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• 2mM gfcSfc-v^S"* A 

• 2mM mUi^'sV^ 

• 2 0 % (v/v) -fen-;i/ 

• 1 mM DTT 

• 0. 5mM PMS F 

macCR20B3> B&lHttSD U ±» 1 AfcBJRbfco ®JRbfc-t» 1 A* $ 
C4 5 0 0 0 Xg, 4tT*3 0 fl-IHflt'teMI (himacCR20B3> S j£HStt») 
LT±# 1 B £0iRL*:o I!JKb7t±» 1 B *TfBffiJftwr^«affl»«iR-t? s Pj»'ffcbfe 
PD-10KI#?A (7tS'*A /t-f *-9->f jn^^ttR) |:2.5mL7^7'fLfc 

40 mM HEPES-KOH (pH7. 9) 
lOOmM 

2mM ffcg^^v^A 

ImM DTT 

0. 5mM PMSF 

T-fyJ Ltzfe, V frm&mmffifc 3 mUZX feW, L, #MSft (Ultrospe 

c 3 3 0 0 pro> TvytA X<< 3-> M±Wk) £/Bv>-C, 2 8 0 n niK^t^ 

[0 112] 

• 4 x&um&mm*mmwi. &&*&mm& (High Five, sf2i) 

ftttHlc, ±12 (3) ■eWtlL3feflffJEtt%S5li^5^nv-Ajg|4ra*<^«BE*Snbr, 
l-i 0 ^y/^Ko^'J aS'/Mfefcfxofco ifc^ffltii, fJ^JW 
ft ^ n v - AI©ftfc ») 5 ^ n v - AR (yn^^I) *fflv>fc 0 

[0 113] 

M*^ny-il (RlSifcl m l^A 260 = 0-5 0) 

so (v/v) % m%.mm&$i (*-f^twift*) 

16 0^ g/mL mRNA 

30mM HEPES-KOH (pH7. 4) 

10 0 mM WfWL* U ^ A 

1. 5mM Sf^r^v^A 
0. 5mM DTT 

1 0 (v/v) % /'Hn-* 
0. 7 5mM ATP 
0. 5mM GTP 
0. 2 5mM EGTA 

2 5 mM * V7f > U i'SS 
2 0 0/ig/mL ^I/7f>*t-« 
1 0 0 /£ M 7</i (201) 
2U///L RNase^Vtt^- 
100// g/mL t RNA 

ATP (S/^TtfcK) „ GTP (3>^tt») „ TSyfift (2 01) (v^tfcfJO > 
RN a s er/tW- (^MttSD . t RNA (n^a • ^7^^f^ 
fi) Sr-ttL-CtLfflv^o 
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KBmUt LT@)£TJL'$ ^iSiMG- 1 0 0 0 (m^S-fb«M) £JEv 
fco «fRRJfcl±JRl£»& 2 5 "Ctr 6 B# Flffv\ RlSflKSli 25/<LhU, 
[0 1 14] 

(1) High Fi vefi*itBttfflv^:I^ 

IW^nv-Ag (RJ&ifcl/i 1 *A 260 = 0-5 0) 
c; n / v ) % «s ragh!^** (High Five **) **{+iffr 

mRNA 

HEPES-KOH (pH7. 9) 

DTT 

ATP 
GTP 

7Ut (2 Ott) 
E GTA 

RNaseWVfctT*- 
t RNA 

GTP (->^-rtt») . T5/m (2 01) (v^vtt^) , 
t RNA (n^.^T^Xr-fyntl:! 



3 2 0 // g/mL 

4 0 mM 
10 0 mM 
2 mM 

2 mM 

1 0 (v/v) % 
0 . 5 mM 

0 . 2 5 mM 

2 0 mM 

2 0 0ju g/mL 
8 0 //M 
0 . 2 5 mM 

1 U/// L 

2 0 0 // g/mL 



5 L il Lfco 



0) 



% 



ATP (v^ttlS) 
R N a s e-f^tli^-(SIMS), 

RlSitt LTftlT^^ya y ^liSflMG- 10 0 0 

[0 115] 

(2) S f 2 lMffi$*fflv^;^ 

M*^DV-AI (RJfcifcl // 1 *A 260 = 0-5 
5 0 (v/v) % fpJg.»Ei3* (S f 2 1 fflffiffc 
40mM HEPES-KOH (pH7. 9) 

DTT 

^ i; -fe n - )l> 
ATP 
GTP 

* U7f>'J >^ 
(2 Ott) 

EGTA 
t RNA 

MmRNA (p r o -T N F-G L Cagf) 
) > GTP (v^vf±M) , 75^1 (2 OS) (~>^tt*D > 
RNase-f^fcfc**- (M^tttiSD ^ t RNA (n>>a-^77^f^ 
$0 £-?-*L-r*i/Bv>*:o EJS«ttt LTftfi7^5 :/n ? ^ISiMG- 1 0 0 0 
tzo R£S«fc*tt2 5//L, RJ©fflJKtt2 5"C. jxJ&B#Wt± 6 BtWCHifeLfco 
[0 116] 

( 4 - 2 ) Pi %mwm&<Dmmw*tt-rzmfflm%k? v*?m&j&mmmmz xzmm 

miE#2 004-3122028 



1 0 0 mM 
1. 5 mM 

2 mM 

1 0 (v/v) 
0. 2 5mM 
0. 1 mM 

2 0 mM 

2 0 0 // g/mL 
80//M 

0 . 1 mM 

1 U/// L 

2 0 0 // g/mL 

3 2 0 // g/mL 
ATP 
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±15 (2) -CWSlLfep r o — TNF G LCOmRNA- I I , #J:1/U:bE (3) t? 



[0 117] 

(5) ±12 (4) tf>£t#HJ§&^* y/^^^^J: ij-&-jftLfcfiilRJSai»oJBHMI 
±12 (4) T^L^N-^U nvM^ (p r o— TNF GLC) 

o^o Nl««fl-jRi*i: L-C/'J 3^^f-^-4?F (TAKARAttS) fcfflv^ £*l 
fcflf^&Jftil&T&ORfSifc 1 0 /* 1 *>fc ») 1 1 » U 2 5 1CT* 2 fl^RJ&S-^fco 
[0 118] 

(6) N-^'j3'>M^^^Mttl 

<DX2 Sample Buffer Soln. (Wak ott») Sr^nx-T 9 5 T\ 3 
^MSfcfi 1 ^ SDS-PAGECftLfc, 2*:, *V-*Pmftfcto3mtoft.K$$\,*X 
tt, S D S^b<7)Hfr^St LT> O^ICWU 2 ^ 1 PMS F (4 OmM) , 2 

0 0^1 RIP A/< 777 — (5 0 mM Tris-HCl PH7. 5. 150 mM 

NaC 1, 1% Nonidet P-40, 0. 5%ft*y3-^itF'J^, 
0. 196SDS) £«IU n-r-^-i:t4t, 1 ^K^lt *imimm fc^To tz 
o HKHi s-Mi croSpin Purification Module (7^ 

ample Buffer Soln. (Wakotti) mt95t), 3«*I 
fcfi 1 ^ SDS-PAGEKftU, «PVDFit:^W^f^fe?^^^o IE 
3 %^7^^^-^tfTTB S (2 OmM Tris> 5 0 0 mM NaCl 
,0. 05% Tween-20, pH7. 5) tSfifttWfiHU 
/ftUffoft, 7n^>^tTTBS-C10^WHUM^L/;o 1/2 0 
0 0*<^StTNF^#^J:U r l%-fe-7^V : S:#tfTTBST'm^^^2B#F^~ 1 2 NfHR 
J6S*fco §*TCBS (2 OmM citrate. 5 0 0 mM NaC K 0. 0 5 
% Twe e xl- 2 0. pH5. 5) -e5^ISlX2@> IHU^Uo I*l%"t* 
y-^&^-tfTCB S 10 0ml*tD33^1?)ProteinG-Horsera 
dish Peroxidase Conjugate (Bio Ra dtt») *1mktz 
WL*'C21%m&*?frK&k 0 S*tRJ6S*fe, TTBST'l O^llfitHtftilft, 
ECL-p I u s *JBv»T<fMtfc3fe*fxv^ Xt7^VAi:IMlfL/:o 

[0 119] 
(7) 7x^r/7*n?l> 

±ia^^i ♦jftHJLfcfx^^vyny h «>£r&& Elisions 3 IZtszL1z 0 
H2»t, ±«i±*>f 3«WJB*ISlft*«lWift (BML) . *«ttftihi&*»III&H 




• 5 0 (v/v) % *^W#jM»tB}£ 

• 2 mg/mL mRN A 

• 40U///L RNase'f^te^- 

• 1 mM 757i (2 Ott) 



17. 5 ^ 1 



2 /< 1 

1 A* 1 
1* 1 
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1 g h F i v eWm (HF L) , a**&*MS f 2 lffllli&fflffift (S f 2 1 L) £ 

^<b^iI^DV-A)| (CMMx yn^^ttg) % K&$&*BI1&H i gh Five 
ft*3 *ny-AK (HFMM) , laTOHS f 2 1 ft*5 *ny-Afc (S f 2 1 
MM) fc-etL-rtLj&taU HfR fc#KJ£ Lit ©-Cafe*,, 5^nv-AMiili, A 

2 6 0 O-fitrt^ LT£>&<> 

* Jn t/nitm^t. T3TV/TT T? U T Q -f 9 1 T . (Tt^-T WK its IT & T . HFMMU 

ZTfS f 2 lMM«--?-tL-rtL»L^m^H> «5^ny-AlWJ: <9 

-4? F Mlb K£*)mm KM'J? LtzZtfrb, N S»II#in 9 * *9 & £ k jWMt? 

[0 12 0] 

*=?To/iiBf**^Lfco «lraLfe5^nv-AJRJ±2E^?,ft3H&*aai!&H i gh F i v 
eft*$*ny-AR (HFMM) > I^lffiS f 2 1 fi*5^nv-A| (S f 2 
i mm) -c&&o -?-tL-€*ttmiraL/v:^^^^N-^'; 3'>;V«C5it^JH 

fc -e. iv^ y^ K^^lftW^nT^-e^) s - £ ^ £ ftfco 
[HffioflrJIL&ftH] 

[0 12 1] 

[il] fit/illi^^^? K (i n vitro p r o - T N F - G L CitfS 
fK?l^7X?K-I (I) jsitfi n vitro pro-TNF-GLCi 
fi^f-IE^"/?** F-I I (II)] ©ISMSo 

[IH 2] Sn^.i*t?S*<7)WtBtl (^ffnS* (BML) , Hi gh Five ft* ( 
HFL), Sf 2 1 (Sf 2 1L) ft*) £^f-£MJM* 2"<* K#fifcffl»m 
i££fflv>-C. ^OV-AI CfclWRfi* (CMM) .High Fivei* (H 
FMM) , Sf 2 lft* (S f 2 1 MM) ) #&T\ fc&i/Mi^fcTT* K 

[ni3] ^^^m^M^mm^^m^^mmm^9>^9M^mmmm^m^ 

T, 5^ny-Al (High Five ft* (HFMM) . S f 2 1 ft* (Sf 2 
1 MM) ) #£T\ **v^±^^T-C^ W?*®<3-J££frv>, n ->Mk* t tr*> 

[BB^7U — r*^ M 
[0 12 2] 

se^ij#^-i :EoNPV (^^.n^ /w*) ajsy^Ky y&fc=F5' utrco^^ib^J 

le^Jff 2 : p r o-TNF GLC cDNAO^^ie^lJ 
@E^iJ#-^3 : PCR^5^fv- 

Sa^J#-^-7 : H i s -T a g (fc*^v?y 9 D fcn- KtiDNA 

ia^]#^-8 : pcR7°7-f^- 
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<110> RENGO CO, LTD. 

<120> Method of posttraslational modification by addition of microsome membrane 
in cell-free protein synthesis 

.1 Oftv ACIO/ 

\ J» V/ UUAU-E 

<160> 9 

<210> 1 
<211> 49 
<212> DNA 

<213> Artf icial Sequence 
<220> 

<223> 5'UTR (EoNPV polyhedrin gene) 
<400> 1 

agtattgtag tcctttcgta attgtttgtg aaatctaaaa tacaccgta 49 

<210> 2 
<211> 702 
<212> DNA 

<213> homo sapience 
<220> 

<223> pro-TNF GLC 
<400> 2 

atgagcactg aaagcatgat ccgggacgtg gagctggccg aggaggcgct ccccaagaag 
acaggggggc cccagggctc caggcggtgc ttgttcctca gcctcttctc cttcctgatc 
gtggcaggcg ccaccacgct cttctgcctg ctgcactttg gagtgatcgg cccccagagg 
gaagagtccc ccagggacct ctctctaatc agccctctgg cccaggcagt cagatcatct 
tctcgaaccc cgagtgacaa gcctgtagcc catgttgtag caaaccctca agctgagggg 
cagctccagt ggctgaaccg ccgggccaat gccctcctgg ccaatggcgt ggagctgaga 
gataaccagc tggtggtgcc atcagagggc ctgtacctca tctactccca ggtcctcttc 
aagggccaag gctgcccctc cacccatgtg ctcctcaccc acaccatcag ccgcatcgcc 
gtctcctacc agaccaaggt caacctcctc tctgccatca agagcccctg ccagagggag 
accccagagg gggctgaggc caagccctgg tatgagccca tctatctggg aggggtcttc 
cagctggaga agggtgaccg actcagcgct gagatcaatc ggcccgacta tctcgacttt 
gccgagtctg ggcaggtcta ctttgggatc attgccctgt ga 

<210> 3 
<211> 20 
<212> DNA 

<213> Artf icial Sequence 
<220> 

<223> PCR primer 
<400> 3 
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60 
120 
180 
240 
300 
360 
420 
480 
540 
600 
660 
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ttggatcctg caaaaagaac 20 

<210> 4 
<211> 21 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 4 . 

gttcttggat ccctcgagaa t 21 

<210> 5 
<211> 21 
<212> DNA 

<213> Artficial Sequence 
<220> 

<223> PCR primer 
<400> 5 

cccaagctta aaaaacccct c 21 

<210> 6 
<211> 21 
<212> DNA 

<213> Artficial Sequence 
<220> 

<223> PCR primer 
<400> 6 

aaaaagcttc ccctggcgta a 21 

<210> 7 
<211> 22 
<212> DNA 

<213> Artficial Sequence 
<220> 

<223> His-Tag coding DNA 
<400> 7 

ccaccaccac caccaccact ga 22 

<210> 8 
<211> 26 
<212> DNA 

<213> Artficial Sequence 
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<220> 

<223> PCR primer 
<400> 8 

cgggatccat gagcactgaa agcatg 26 

<210> 9 
<211> 26 
<212> DNA 

<213> Artficial Sequence 
<220> 

<223> PCR primer 
<400> 9 

cggaattcca gggcaatgat cccaaa 26 
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